No. 09/549,096 ^^^C,IvFF) 

Title: Ligand for Herpes Simplex Virus Entry ^^Mm^ 

Mediator and Methods of Use CCD 1 n 

Applicant: Carl Ware OtK 1 y 2002 
Filed: April 12, 2000 

1/25 TECH CENTER 1600/2900 




HVEM : Fc 

--- LT^R:Fc 




FIG. 1A-2 



c 

c 



Apf^To. 09/549,096 

Title: Ligand for Herpes Simplex Vims Entry- 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



CD4 



2/25 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



1 



0> 

I 



No Stimuli 
PMA 

PMA+lono 




FIG. 1B-1 



CDS 



i 



300 



^ 750 




0 — ] — I 1 1 iiiiii — I 1 1 iiiii| — rm 

\Lg/ml 
FIG. 1C 



70^ 70^ 



Lpp. No. 09/549,096 

itle: Ligand for Herpes Simplex Virus ^ 
Mediator and Methods of Use 
Applicant : Carl Ware 
Filed: April 12, 2000 




Kry 



(pOLX) I J oijioeds 















rbFc 


1 














i 


1 










+ 

1 
1 
1 


+ 

1 
t 
1 



3/25 




RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



(pOLX) Id oijioeds 




i i n| i i i i | i iii| i ii i|ii i i|i i ii |i i ii 
jQqwni^ 1190 dAiieiQ}! 



CM 



^pp. HO. 0»/S49.0/^^^,, Virus Entry RECEIVED 

^".'nor'^Mtthods of use ^ g 2002 

Mediator ana Ware 0^.^ X ^ 





FiG.3 



c 



No. 09/549,096 
Title: Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



5/25 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



46 
30 

14 




SDS 



LTa 



FIG. 4A 



JO 
74 



FIG. 4B 




FIG. 4C 



^1^. No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



6/25 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



i 



Q> 













— - + gD-1(306t) 






+ gD-1 (A 290-299) 


f 

: ^ 


■'1 
. '1 

• '■• A 

,"• f' \ 

•7 'I 







10^ 10^ 10^ 
Fl 
FIG. 5A 



6- 



EC 

3 



0- 




HVEMiFc + 
+ gD-1(306t) 
gD-1 ( A 290-299) 



W 10^ 
gD'1 ([Lg/ml) 

FIG. 5B 



TTTTT 



10^ 



No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



7/25 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



5 



20- 



■§. 

IS 

I. 



-□- Preimmune 
Anti-HVEM (PMA) 
Anti-HVEM (no PMA) 



1 1 1 1 1 I I 




I I I M 



n—r 



FIG. 6A 



5 



I 



CO 



700 

50-1 
0 



^ Anti-CD3+Anti-HVEM 

Anti-CD3 
□ No Stimuli 



1 1 1 1 1 1 / /■ 
10^ 




1 1 I I I I I I — r 
,3 



70"' 70' 
Anti-HVEM Dilution(1/x) 



FIG. 6B 



. No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use , 
Applicant: Carl Ware 
Piled: April 12, 2000 



8/25 




RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 




-Q- 






a-HVEM 




Cells Alone 



'""I""" ' I LTa (nM) 
0.1 7 

7:7000 7:700 
a-HVEM (dilution) 
FIG. 7B 



104- 
81- 

47- 

34- 

28- 



52 



.5f 



a: 



FIG. 8 




ART No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



9/25 



mlgG300^g 
mHVEM-Fc 12^g 
mHVEM-Fc 60^g 
mHVEM-Fc 300^g 



o o 8 



o o o 



-+- 



0 O OO 0 0 0 
I— I — I 



0<g) 00 000 



o o<5)(p OO 



-1 \ \ r- 

5 W 75 20 
Footpad Swelling (%) 
FIG. 9 



RECEIVED 

SEP 1 9 2002 

TECH CENTER 1600/2900 



25 




10 20 
Days after 2nd Immunization 

FIG. 10 



30 



• 



No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use 
Applicant: Carl Ware 
Piled: April 12, 2000 



70/25 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 




FIG. 11 A 




FIG. 11 B 





FIG. lie 




FIG. 11D 




FIG. 11E 




F/G. 77F 




FIG. 11G 



^p. NO. 09/549,096 RPHPlX/Pn 

fitle: Ligand for Herpes Simplex Virus Entry * w U= f V L^LJ 
Mediator and Methods of Use 

^^^^"^r^o SEP 1 9 2002 

^^/25 TECH CENTER 1600/2900 




FIG. 12 



CD 




FIG. 13A 



FIG. 13B 



E>p. No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



12/25 



SEP 1 9 2002 
TECH CENTER 1600/2900 



LTa LIGHT 
Vector IkBM Vector IkBM 
M — ■ M 



QQ 




■ 

ii 



IE! 
pp28 



FIG. 14 



COOMASSIE 
STAIN 




Anti-FLAG 



FIG. ISA 




Anti-FLAG 




FIG. 15B 



^H^p. No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry- 
Mediator and Methods of Use 
Applicant : Carl Ware 
Filed: April 12, 2000 

13/25 




RECEIVED 

SEP 1 9 2002 

TECH CENTER 1600/2900 



0.5- 
0.4- 

0.1- 





o Blue Deximn(2,000) 
□ ApoFemtin(443,000) 
A BSA(66,000) 
o Callonic Annverase(29,000) 
V Cytochrome C(1 2,000) 






I LIGHT166 

II 1 1 1 M 





ci cvj u:5 ^s: cS c\i irj r< ci cvj lo N«: cS 



Velmi 



166-1 
Y173F- 
Q117T- 
GnOE- 
U20Q-^ 




FIG. 15D 




bp. No, 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use 
Applicant: Carl Ware 
Piled: April 12, 2000 



14/25 



RECEIVED 

SEP 1 9 Z002 
TECH CENTER 1600/2900 



§ 



0.3^ 



0.2-_ 



0.1-. 



0.0- 



T I I I 1 1 II 



I I Mil 



w 



-2 



-rr 



70-' ICP 
Cytokine (nM) 





T 



I I 1 1 nil 



10' 



FIG. 16B 



7.00 



0.75^ 



0.50 



0.25 



0.00 



-o-HVEM:Fc 
-^LJBRiFc 
-O- NO LIGHT 

-o- NO Fc PROTEIN 




lOr^ 70" 
[Fc Protein] (ug/ml) 



FIG. 16C 




. No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry- 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



15/25 



m' 70' 

[Protein] (nM) 
FIG. 17A 




RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



-o- 


t66 




L120Q 




QlUT 


-0- 


GIIQE 


-o- 


Y173F 




-D- 


t66 




U20Q 


-57- 


QIUT 


-0- 


Gn9E 


-o- 


Y173F 



TTTTt 



10^ 



[Protein] (nM) 



FIG. 17B 



^||). No. 09/549,096 

Title : Ligand for Herpes Simplex Virus Entry- 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



16/25 



[Protein] (nM) 
FIG. 17C 





t66 




L120Q 




QIUT 


-0- 


GIIQE 


-o- 


Y173F 




RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



-□- 


m 


-«5s- 


U20Q 




QIUT 


-o- 


GIIQE 


-O- 


Y173F 




[Protein] (nM) 



FIG. 17D 




f. No. 09/549,096 
le: Ligand for Herpes Simplex Virus Entry- 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



77/25 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



huHVEM:Fc 



350 
300 



I 250 -\ 

I 200 

750 H 

S 700 H 
-2 

g 50H 



oH 

-50 



-200 



0 




T 



T 



LIGHT t66 
QIIJT 



Gn9E 
Y173F 



200 400 
Time (s) 
FIG. 18A 



600 




Time (s) 
FIG. 18B 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 




up 

M I I I I I I I M M I I I I I I I I I I I I I I I I I I I I M I I I M I I 1 1 I I I M M I I I I M I I M 1 — g 

cJ cS ci cS o ^ c5 

(ols ao) 




pp. No. 09/549,096 

Title : Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



18/25 



tNo. 09/549,096 
e: Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use 
Applicant: Carl Ware 
Piled: April 12, 2000 



19/25 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



80^ 



S 

o 



0 - 




I I I I I I rm i| ''i I I ii iii i I I I I II 



10' 



FL2-H 



w 



FIG. 20A-1 





RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



FL2-H 
FIG. 20A-3 



200-i 




FL2-H 



FIG. 20A-4 



aAno. 09/549,096 D I \ / 1— 1-^ 

T£lf6: Ligand for Herpes Simplex Virus Entry ri t L-/ 1 1 V F" ll 

Mediator and Methods of Use i v L_ 

;^plicant: Carl Ware 

Filed: April 12, 2000 SEP 1 9 2002 



21/25 



TECH CENTER 1600/2900 




200-1 




FL2-H 
FIG. 20A-6 



. No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



22/25 



DECEIVED 

1 9 2002 
TECH CENTER 1600/2900 



0.4 -q 




Goat Anti-HVEM 
CWI 
CW8 

LIGHT Only 



icP W 

Anti-HVEM (\ig/mi) 
FIG. 20B 





GoatAnti-Ll^R 
CDHW 
BDA8 
^ LIGHT Only 














-"I 1 1 1 1 1 II 1 1 1 II 1 1 llj 1 1 II 1 1 II 



W'' lOP 10^ 



Anti'LT^R (\ig/ml) 
FIG. 20C 



Pp. No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry- 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



23/25 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



0.75- 



g 0.50-\ 
£ 0.25- 



0. co- 





rn 



Anti-HVEM 

Anti-LTBR 

Both 

Medium Only 



n I I M I II 



p — I "I I Pii ii| 1 — I I I I III 



ICP 10^ 
[Antibody] ([Lg/ml) 

FIG. 20D 



10 




. No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry- 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



24/25 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



Fold Induction of ICAM 



alb2(5nM) 
LIGHT (Avg.) 
G1 19E (5nM) 
Gn9E(20nM) 
L120Q(5nM) 
Qim(5nM) 
Y173F(5nM) 
Y173F(20nM) 
Y173F(50nM) 




FIG. 21 



No. 09/549,096 

Title: Ligand for Herpes Simplex Virus Entry- 
Mediator and Methods of Use 
Applicant: Carl Ware 
Filed: April 12, 2000 



25/25 



1 ^ 



RECEIVED 

SEP 1 9 2002 
TECH CENTER 1600/2900 



FIG. 22A 



HVEM 




FIG. 22B 




